[Abstract] Infection with Trypanosoma cruzi causes Chagas disease. The methods provided here allow for the quantification of T. cruzi in the liver, heart, and blood of intraperitoneally-infected mice and analysis of the killing activity of the cells infected with T. cruzi in vitro.
LLC-MK2 cells (Rhesus monkey kidney epithelial cells) gifted by
3. Change the culture medium (20 ml) every 3 days. In Figure 1A , amastigotes are shown in T. 3. Add 500 μl lysis buffer (see Recipes) and 5 μl of 10 mg/ml Proteinase K and incubate at 55 °C in a shaking incubator (shaking speed: 110 times/min) for 18 h.
4. Centrifuge at 13,000 x g for 10 min at 4 °C.
5.
Transfer the supernatant to a fresh 1.5 ml microtube.
6. Add 500 μl phenol:chloroform:isoamyl alcohol (25:24:1) and mix the contents of the microtube using a vortex.
7. Centrifuge at 13,000 x g for 10 min at 4 °C.
8. Transfer the upper layer to a fresh 1.5 ml microtube.
9. Add 500 μl chloroform and mix the contents of the microtube using a vortex.
10. Centrifuge at 13,000 x g for 10 min at 4 °C.
11. Transfer the upper layer to a fresh 1.5 ml microtube.
12. Add 500 μl 2-propanol and mix the contents of the microtube using a vortex.
13. Centrifuge at 13,000 x g for 10 min at 4 °C.
14. Aspirate the supernatant and wash the pellet in 500 μl 70% ethanol gently.
15. Centrifuge at 5,500 x g for 5 min at 4 °C.
16. Aspirate the supernatant and air dry for 10 min. cruzi trypomastigotes prepared as in steps A1-A4.
2. At 20 and 30 days after infection, the heart, liver, and blood are collected from mice.
3. 30 mg heart or liver, or 200 μl blood, are incubated with 500 μl lysis buffer/5 μl 10 mg/ml Proteinase K at 55 °C in a shaking incubator (110 min -1 ) for 18 h.
4. DNA from the tissues isolated from T. cruzi-infected mice is extracted as described above (steps B4-B17).
5. Normalize the T. cruzi DNA loads in the tissues.
To normalize the amount of tissue analyzed in each PCR reaction, the murine TNF-α DNA is used to correct for intra-sample variation in the initiation sample amount, sample loading, and 9. Apply a coverslip onto a slide glass using forceps.
10. Count the number of intracellular amastigotes ( Figure 5 ) under a microscope. macrophages. Graph represents the mean ± SD from three independent experiments. *P < 0.05. Differences between the control and experimental groups were evaluated using Student's t-test. Differences of P < 0.05 were considered significant. 
